Rat thymus
has been identified as a tissue comparatively enniched in a 35-KD substrate of the epidermal growth factor rec,eptor/kinase (lipocortin-1) (3 Biol Chem 261:13784, 1986 (Fava and Cohen, 1984) . In the presence of Ca , this protein serves as an excellent substrate for in vitro phosphorylation by the tyrosine-specific kinase intrinsic to the EGF receptor.
In addition to the in vitro phosphorylation described above, p35 becomes phosphorylated in response to EGF in intact A-431 cells (Sawyer and Cohen, 1985) and human diploid fibroblasts (Giugni et al., 1985) . Although some evidence suggests a role for phosphorylation ofp35 in cell processes related to internalization of the EGF receptor (Cohen and Fava, 1985) , its exact function in the cell is unknown.
In addition to its ability to serve as a substrate for the EGF recep- The useful range of dilution of p35 antiserum was i:soo-i :10,000 for rat thymus. A 1:2500 dilution was used for rat thymus shown in Figure  2 .
Fresh human thymus obtained from a 2-month-old male and a 4-yearold female undergoing cardiac surgery was gently teased in ice-cold PBS, to release some thymocytes, and then was fixed in 10% formalin. Other pieces were fixed without disrupting the tissue. The tissue was embedded in paraffin and subjected to the avidin-biotin-enhanced immunoperoxidase protocol.
The protocol followed was essentially as described in the manufacturer's directions. p35 antiserum and pre-immune antiserum were used at a dilution of Ui000 in PBS. The substrate for the immunoperoxidase reaction was 3,3'-diaminobenzidine (DAB). Sections were also stained with mixed commercial monoclonal antibodies that recognize all size classes ofthe keratin family (Hybnitech; AE1 and AE3), followed by an incubation with rabbit anti-mouse IgG (45 mm), immunoperoxidase-conjugated pig anti-rabbit lgG, and the DAB reaction.
Results
Frozen sections were prepared from rat thymus and subjected to the indirect immunofluorescent labeling protocol described in kDa 94-
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' I Figure 4 . Indirect immunofluorescent labeling of cultured rat thymic epithelial cells. Rat TECs were cultured on chamber slides and monolayers were fixed for 30 mm with 4% formaldehyde in PBS, permeabilized for 10 mm at 25#{176}C with 0.1% Triton X-100 in PBS, and subjected tothe same indirect labeling procedure described for frozen sections (Methods). Paraffin sections ofadult rat thymus subjected to an avidin-biotin-immunopenoxidase procedure were also examined. As seen in Figure  2A , a spectacular array of essentially all of the reticular cells of the cortex was observed. Pre-incubation of the p35 antiserum with excess purified human p35 completely abolished the staining pattern, as shown in Figure 2B . Although also positive, the staining of medullary epithelial cells was in general much less intense ( Figure  2A) . Cells of the rudimentary Hassall's corpuscles, however, were intensely stained (arrow in Figure  2A ). (Fava, unpublished data) .
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Since all data suggested that p35 was distributed primarily in (Dc et al., 1986; Pepinsky and Sinclair, 1986; Wallnem et al., 1986) . We have confirmed that p35 isolated from pig lung can intemfere with PLA2-induced release ofarachidonic acid from biomembranes in vitro; however, we attribute this inhibition to the in vitro reaction conditions (1 mM Ca ) and known properties of the 35-KD protein (Ca -induced membrane association) (Fava and Cohen, unpublished). Therefore, additional experimental evidence will be necessary to establish cleanly whether or not the 35-KD protein regulates PLA2 activity in cells and, further, to understand clearly the effects of phosphonylation of p35 upon its functions(s).
